Green tea and its major polyphenol epigallocatechin-3-O-gallate (EGCG) have suppressive effect on dietary obesity. However, it remains unsolved what type of diet on which they exhibit high or low antiobesity effect. In the present study, we investigated whether anti-obesity effect of green tea differs depending on composition of fats or fatty acids that consist high-fat (HF) diet in mouse model. Green tea extract (GTE) intake dramatically suppressed weight gain and fat accumulation induced by olive oilbased HF diet, whereas the effects on those induced by beef tallow-based HF diet were weak. GTE also effectively suppressed obesity induced by unsaturated fatty acid-enriched HF diet with the stronger effect compared with that induced by saturated fatty acid-enriched HF diet. These differences would be associated with the increasing action of GTE on expression of PPARδ signaling pathway-related genes in the white adipose tissue. Expressions of genes relating to EGCG signaling pathway that is critical for exhibition of physiological effects of EGCG were also associated with the different effects of GTE. Here, we show that anti-obesity effect of GTE differs depending on types of fats or fatty acids that consist HF diet and could be attenuated by saturated fatty acid.
. Tea, which is an infusion made from shoots or leaves of Camellia sinensis (L.) Kuntze, is one of the most popular beverages worldwide. It has been reported that daily consumption of tea is associated with decreased risks of type 2 diabetes and cardiovascular disease [4] [5] [6] . Among the major types of tea, which include unfermented tea (green tea), semi-fermented tea (oolong tea), and fermented tea (black tea), the most significant effects on human health have been observed with the consumption of green tea [7] [8] [9] . The beneficial properties of green tea are attributed to the abundance of polyphenolic compounds, i.e., 10 and its numerous physiological activities, including anti-obesity, have been reported [11] [12] [13] . Suzuki et al. demonstrated that 'Benifuki' , the cultivar that uniquely contains methylated-EGCG, could suppress high-fat (HF) and high-sucrose diet-induced metabolic disorder more effectively than 'Yabukita' , the most distributed cultivar in Japan that has no methylated-EGCG 14 . EGCG sensing system in the body has been largely revealed during these 15 years. EGCG is specifically sensed by a cell through binding to its cell surface receptor, 67-kDa laminin receptor (67LR) 15 . 67LR contributes to onset of several physiological effects of EGCG, such as anti-cancer, anti-inflammatory, adipocyte function-modifying, and vascular endothelial cell function-modifying effects [16] [17] [18] [19] . In multiple myeloma cells, protein kinase B (Akt) and endothelial nitric oxide synthase (eNOS) are activated by EGCG, depending on 67LR, followed by induction of nitric oxide (NO) production. Subsequently, cyclic guanosine monophosphate (cGMP) is produced by NO-activated soluble guanylatecyclase (sGC), and then, acid sphingomyelinase (ASM) is activated 18 . In macrophages, EGCG inhibits lipopolysaccharide signaling via reduction of E74-like ETS transcription factor 1 expression and increase of Toll interacting protein expression, following cGMP production that depends on 67LR 19 . Although anti-obesity effect of green tea has been reported by several groups, it remains unclear what type of diet on which green tea exhibits high or low anti-obesity effect. In the present study, we investigated whether anti-obesity effect of green tea differs depending on composition of fats or fatty acids that consist high-fat (HF) diet in mouse model. We examined the effect of green tea extract (GTE) on obesity induced by the HF diet based on olive oil that contains abundant unsaturated fatty acid (UFA), especially oleic acid, and by the HF diet based on beef tallow containing high saturated fatty acid (SFA). We also investigated the effect of GTE on obesity induced by HF diet consisted of the different ratio of UFA and SFA.
catechins, including (−)-epicatechin (EC), (−)-epigallocatechin (EGC), (−)-epicatechin-3-O-gallate (ECG), and (−)-epigallocatechin-3-O-gallate (EGCG). Of these, EGCG is the most dominant in tea leaves

Results
Effect of GTE on weight gain and fat accumulation in OO-based or BT-based HF diet-fed mice. First, we investigated the effect of GTE intake on obesity induced by two types of HF diet: olive oil (OO)-based HF diet or beef tallow (BT)-based HF diet. After acclimation for a week, mice were divided to five groups and fed the following tested diet for 8 weeks: AIN-93G diet (Normal group); OO-based HF diet (OO group); OO-based HF diet with 1.0% GTE (OO-GTE group); BT-based HF diet (BT group); BT-based HF diet with 1.0% GTE (BT-GTE group). The compositions of GTE powder and these diets were shown in Tables 1 and 2 , respectively. After 8-week feeding, body weight and perirenal fat and epididymal fat weight were assessed. The energy intake of the four HF diet-fed groups (OO, OO-GTE, BT, and BT-GTE) was approximately equal, suggesting that GTE had little effect on intake of HF diet ( Supplementary Fig. 1 ). Mice in OO and BT groups gained body weight more readily than those in Normal group, and the mean body weight of OO-GTE group was significantly lower than that of OO group, whereas that of BT-GTE group was slightly but nonsignificantly lower than that of BT group (Fig. 1a) . In perirenal and epididymal fat weight, there was no significant difference between BT and BT-GTE group. OO-GTE group had lower weights of perirenal fat and epididymal fat than OO group that had higher weights than Normal group (Fig. 1b,c) . These results suggest that the anti-obesity effect of GTE depends on the types of fat that consists HF diet and GTE could more effectively suppress the obesity induced by OO than that that induced by BT.
Effect of GTE on plasma markers in OO-based or BT-based HF diet-fed mice. We also investigated the effects of the diets on plasma markers, including triacylglycerol (TG), low-density lipoprotein cholesterol (LDL-chol), very low-density lipoprotein cholesterol (VLDL-chol), high-density cholesterol (HDL-chol), aspartate aminotransferase (AST), and alanine transaminase (ALT). Although there were no significant differences in plasma TG levels among all the groups, those in OO-GTE group tended to be lower than those in OO group and those in BT-GTE group also had a tendency to be lower than those in BT group (Table 3) . There were no significant differences in the levels of LDL-and VLDL-chol among the five groups. There is a significant difference only between the BT group and the BT-GTE group in the HDL-chol levels. The plasma activities of both AST and ALT were significantly higher in OO group and BT group than in Normal group, lower in OO-GTE group than in OO group, and lower in BT-GTE group than in BT group.
Effect of GTE on PPARδ-related gene expression in OO-based or BT-based HF diet-fed mice.
Peroxisome proliferator-activated receptors (PPARs) are ligand-activated transcription factors in the nuclear receptor superfamily and are critical to fat metabolism 20, 21 . PPARδ plays a critical role in a coordinated metabolic program by upregulating fatty acid oxidation and energy expenditure in adipocytes and myotubes 22 . PPARs first bind a specific element in the promoter region of target genes as a heterodimer with the receptor for 9-cis retinoic acid, RXR (retinoid X receptor). Then, they activate transcription in response to binding of the ligand. UFA, such as oleic acid, linoleic acid, and linolenic acid have been reported to have PPARδ ligand activity 23 . For elucidation of molecular mechanism, we measured the expression levels of genes involved in PPARδ-related lipid metabolism and fatty acid oxidation, including Ppard, Rxra, Rxrb, Pgc1a, Ucp2, Ucp3, and Sirt1 in white adipose tissue (WAT). The gene expression level of all these genes in OO-GTE group were GTE powder (mg/g) significantly higher than those in OO group (Fig. 2a) . On the other hands, there were no significant difference in these gene expression levels between BT and BT-GTE group (Fig. 2b) . Then, the expression levels of the PPARδ-related genes, including Ppard, Rxra, Rxrb, Acox1, Mcad, Ucp2, Ucp3, and Sirt1, in skeletal muscle were measured because the tissue constitutes the largest mass in the body and is an important site of energy expenditure 24 . The expression levels of all the genes tested in OO-GTE group were significantly higher than those in OO group (Fig. 3a) . On the other hands, there were no significant difference between any gene expression levels of BT group and those of BT-GTE group (Fig. 3b) . We also measured the expression levels of genes, including Ppara, Ppard, Rxra, Rxrb, Acox1, and Mcad, in liver. The expression levels of all these genes were higher in OO-GTE group than in OO group and were also higher in BT-GTE group than in BT group (Fig. 3c,d ).
Effect of GTE on weight gain and fat accumulation in UFA-enriched or SFA-enriched HF diet-fed mice. Edible fat and oil contain lots of chemical constituents other than fatty acids. BT contains choline and vitamin D and OO contains vitamin E, carotenoids, and phenolic compounds 25 . So, we next investigated whether simple difference between UFAs and SFAs can affect anti-obesity effect of GTE by preparing the two types of HF diet: one was constituted with a large quantity of UFAs (UFA-enriched HF diet: SFAs 2.7% of energy; UFAs 52.4% of energy) and the other was composed with a large amount of SFAs (SFA-enriched HF diet: SFAs 30% of energy; UFAs 25% of energy). Only oleic acid was replaced to β-corn starch in UFA-enriched HF diet. For SFA-enriched HF diet, palmitic acid and stearic acid were replaced to a part amount of β-corn starch. The mice were divided five groups and fed the following diets for 8 weeks: AIN-93G diet (Normal group); UFA-enriched HF diet (UFA group); UFA-enriched HF diet supplemented with 1.0% GTE (UFA-GTE); SFA-enriched HF diet (SFA group); SFA-enriched HF diet supplemented with 1.0% GTE (SFA-GTE group). The component composition of GTE powder used in Experiment 2 was approximately same as the one used in Experiment 1 (Supplementary Table S1 ). The composition of the experimental diets was shown in Table 4 .
The body weight of UFA and SFA group after 8-week feeding were approximately equal and both were higher than that of Normal group. The body weight of UFA-GTE group and of SFA-GTE group were significantly lower than that of UFA group and of SFA group, respectively. The body weight of UFA-GTE group had tended to be low compared with that of SFA-GTE group (P = 0.0526) (Fig. 4a) . Perirenal fat weight of UFA-GTE group and of SFA-GTE group were lower than that of UFA group and of SFA group, respectively. Perirenal fat weight of UFA-GTE group was lower than that of SFA-GTE group (Fig. 4b) . The result of the epididymal fat weight was similar to that of perirenal fat (Fig. 4c) .
Effect of GTE on PPARδ-related gene expression in UFA-enriched or SFA-enriched HF diet-fed mice. The expression levels of genes involved in PPARδ signaling pathway in WAT were also measured in the second in-vivo experiment. The expression levels of Ppard, Rxra, Pgc1a, Ucp2, Ucp3 and Sirt1 in WAT of UFA-GTE group were significantly higher than those of UFA group (Fig. 5a ). On the other hands, only Ucp2 expression was higher in SFA-GTE group than those of SFA group (Fig. 5b) .
Effect of GTE on EGCG signaling-related gene expression in mice fed four experimental diet.
EGCG sensing system in the body is a key for the onset of physiological effects of EGCG. 67LR is a cell surface receptor for EGCG and mediates various functionalities of EGCG [16] [17] [18] [19] . After EGCG binds to 67LR, Akt and eNOS activates in turns, followed by production of NO. NO activated-sGC produces cGMP, and then ASM gets active 18 . Silencing of EGCG signaling-related genes canceled the EGCG actions, indicating the significance of their expression levels for EGCG effects [17] [18] [19] . We investigated the effect of GTE on the expression level of EGCG signaling-related genes in WAT of mice in both of two in-vivo experiments for elucidating the mechanism of increasing effect of GTE on PPARδ-related gene expression in OO-based and UFA-enriched HF diet. The expression levels of Akt, Nos3, and Smpd1 of OO-GTE group were significantly higher in those of OO group (Fig. 6a) . Only Akt and Smpd1 expression level of BT-GTE group were significantly higher than that of BT group but the difference was very small (Fig. 6b) . The expression levels of all the tested genes of UFA-GTE group were higher than those of UFA group (Fig. 6c) . On the other hands, only Smpd1 expression level of SFA-GTE group were slightly higher than that of SFA group (Fig. 6d) .
Discussion
In the present study, we investigated the effect of GTE intake on obesity induced by four types of HF diets that were mainly consisted with different types of fat, OO or BT, or with different composition of fatty acids, UFA or SFA. A lot of researches revealed anti-obesity effects of green tea and/or catechins on animal models by investigating those induced by HF diet mainly consisted of single animal fat, such as beef tallow or lard 13, 14, 26 . This is the first report investigating the difference of fat types in the anti-obesity action of green tea. In the present study, GTE significantly suppressed body weight gain and fat accumulation induced by OO-based HF diet whereas the suppressive effect on those induced by BT-based HF diet was weak. Although obesity would have developed by combination of several ingredients contained in the experimental diet, such as OO or BT, soybean oil, corn oil, sucrose, casein, corn starch, and so on, the different efficacy of GTE on these two different diets would be due to the difference of OO and BT because other components that were contained in these diets were common. GTE increased the gene expression of Ppard, Rxra, Rxrb, Pgc1a, Ucp2, Ucp3, and Sirt1 in WAT of mice fed OO-based HF diet. PPARδ has been reported to play a critical role in adipose tissue increase and whole-body lipid catabolism 22 . UFAs have been suggested to function as dietary ligands for PPARδ ligands 23 . RXR is known as a receptor for 9-cis retinoic acid that was reported to inhibit adipogenesis by activating RXR 27 . RXR is also able to contribute to the functions of PPARs by functioning as heterodimeric partners, as indicated by the finding that RXR antagonist reversed anti-inflammatory effects of PPARγ 28 . GTE-induced upregulation of Ppard, Rxra, and Rxrb expression might increase the function of the dietary PPARδ ligand, such as oleic acid contained in OO. Ucp2 and Ucp3 are PPARδ target gene and encode uncoupling protein 2 and uncoupling protein 3, respectively, that seem to be potential regulators of mitochondrial energy metabolism 29 . The greater expression of WAT Ucp2 and Ucp3 in the OO-GTE group than in the OO group suggests that GTE promotes energy expenditure in WAT. PGC1α forms a complex with PPARs and controls the expression of genes that encode enzymes associated with both mitochondrial biogenesis and fatty acid metabolism 30, 31 . Sirtuin 1, a nicotinamide adenosine dinucleotide (NAD)-dependent protein deacetylase encoded by Sirt1, functions as an important regulator of cellular stress response and energy metabolism. Sirtuin 1 is involved in protection against metabolic disorders and in the prevention of obesity-induced adipose tissue inflammation 32 . GTE intake could improve energy metabolism by inducing the expression of Pgc1a and Sirt1 in WAT of mice fed OO-based HF diets.
GTE upregulated the expression of Ppard, Rxra, and Rxrb in the skeletal muscle of OO-fed mice, which indicates that GTE could promote the usability of UFAs, including oleic acid, in skeletal muscle. The activation of skeletal PPARδ modulates the expression of fat-burning genes, such as Ucps, and induces fatty acid beta-oxidation, thereby attenuating metabolic syndrome 33, 34 . Acox1, which encodes acyl-CoA oxidase 1 (ACOX1), and Mcad, which encodes medium-chain acyl-CoA dehydrogenase (MCAD), are also PPAR target genes that are involved in fatty acid beta-oxidation 35, 36 . The greater expression levels of PPARδ target genes (Ucp2, Ucp3, Acox1, and Mcad) in the skeletal muscle of OO-GTE group, when compared to those of OO group, suggests that GTE enhances the transcription activity of PPARδ and induces fat metabolism in the skeletal muscle of OO-based HF diet-fed mice. Sirtuin 1 regulates mitochondrial gene transcription and biogenesis in skeletal muscle 37, 38 . Mitochondria convert nutrients into energy, and the upregulation of mitochondrial biogenesis promotes fatty acid beta-oxidation 39 . GTE-induced Sirt1 expression might contribute to mitochondrial biogenesis and beta-oxidation in OO-based HF diet-fed mice.
In a liver, PPARs modulates the expression of genes, such as Acox1 and Mcad, that are associated with fatty acid oxidation 40 . The expression levels of Ppard and PPAR target genes in a liver were increased by GTE intake in both mice fed OO-based HF-diet and BT-based one. The results of plasma AST and ALT levels indicate that GTE intake could protect liver from hepatotoxicity induced by OO-based HF diet and BT-based one. These results suggest that GTE would improve liver function in both OO-based diet-fed mice and BT-based diet-fed mice, but the improvement would not contribute to the difference of GTE anti-obesity effect on between OO-based HF diet and BT-based HF diet.
GTE also significantly suppressed increase of body weight and adiposity induced by UFA-enriched HF diet and the effect was stronger than those induced by SFA-enriched HF diet. These data suggest that anti-obesity action of GTE depends on the composition of fatty acids that consist HF diet and UFA-enriched diet would be more beneficial for enjoying the GTE effect than SFA-enriched diet. GTE commonly upregulated the mRNA expression level of Ppard, Rxra, Pgc1a, Ucp2, Ucp3 and Sirt1 in WAT in the OO-based HF diet-fed mice and the UFA-enriched HF diet-fed mice, suggesting that the mechanism for the effectiveness of GTE on these diet-induced fat accumulations might be due to promotion of energy expenditure through activation of PPARδ pathway in WAT and through ingestion of large amount of UFA, or PPAR ligands, into the body. Conversely, SFA could dilute the anti-obesity effect of GTE because the activation action of GTE on PPARδ pathway in WAT was hardly observed in SFA-enriched HF diet-fed mice. Since obesity induces chronic inflammation within adipose tissue 41 and EGCG plays a central role in the anti-inflammatory effects of green tea polyphenols 19 , GTE also could effectively prevent inflammation induced by excessive intake of diet consisted with UFA as main fatty acid. Although the effect of oleic acid was investigated in the present study, polyunsaturated fatty acids (PUFA), such as linolenic acid, linoleic acid, arachidonic acid, or eicosapentaenoic acid, might also exhibit similar combination effect with green tea because they have been reported to have PPAR ligand activity similar to oleic acid 23 . EGCG is the most dominant polyphenol in tea leaves and has numerous physiological activities including anti-obesity one [10] [11] [12] [13] . EGCG signaling pathway in which 67LR functions as an entrance contributes to exhibitions of several physiological effects of EGCG 16 . In multiple myeloma cells, EGCG activates Akt and eNOS through 67LR, followed by inducing production of NO. Subsequently, cGMP is produced, depending on sGC, followed by activation of ASM 18 . 67LR, Akt, eNOS, sGC and ASM are encoded by Rpsa, Akt, Nos3, Gucy1a3 and Smpd1, respectively. GTE intake significantly increased the expression levels of EGCG signaling pathway-related genes in WAT of mice of OO-based and UFA-enriched HF diet whereas it slightly affected those of mice fed BT-based and SFA-enriched HF diet. These results suggest that EGCG would be one of the active compounds and that acceleration of EGCG signaling in WAT would contribute to the effectiveness of anti-obesity and PPARδ pathway-activating effect of GTE in mice fed OO-based and UFA-enriched HF diet. The ratio of SFA and UFA in the experimental diets were as follows: OO-based HF diet, SFA 7.7% calorie and UFA 46.2% calorie; BT-based HF diet, SFA 24.3% calorie and UFA 28.7% calorie; UFA-enriched HF diet, SFA 2.7% calorie and UFA 52.4% calorie; SFA-enriched HF diet, SFA 30.0% calorie and UFA: 25.0% calorie. Although GTE were able to exhibit a certain degree of suppressive effect on obesity induced by BT-based HF diet or SFA-enriched HF diet (SFA 24.3% or 30.0% calorie, respectively), drinking the required amount of GTE (equivalent to 10 cups/day for human diet of 2,000 kcal/day) in daily life is difficult. Therefore, it might be possible to enjoy anti-obesity action of drinking green tea in realistic quantity by replacing SFA-rich diet with UFA-rich diet.
OO is the most representative food of traditional Mediterranean Diet (MedDiet). Increasing evidence suggests that UFAs as a nutrient, OO as a food, and the MedDiet as a food pattern are associated with a decreased risk of cardiovascular disease, obesity, metabolic syndrome, type 2 diabetes and hypertension 42, 43 . Intervention trial demonstrated that consumption of extra virgin OO contained in Western-diet reduced total body fat and blood pressure in the independent manner of caloric restriction 44 . In the present study, the combination of GTE and OO effectively suppressed diet-induced obesity, indicating that MedDiet perhaps could promote the anti-obesity effect of GTE.
In conclusion, this study demonstrates that GTE can effectively suppress obesity induced by OO-based HF diet and UFA-enriched HF diet by activation of PPARδ pathway in WAT. On the other hands, anti-obesity effect of GTE was less effective on SFA-enriched HF diet than on UFA-enriched HF diet, suggesting that SFA would attenuate the GTE effect through suppressing the PPARδ pathway activation effect of GTE. These differences of GTE effect on obesity induced by OO-based, BT-based, UFA-enriched, and SFA-enriched HF diet, would be caused by presence or absence of upregulation of genes relating to EGCG signaling pathway. Drinking green tea and replacing animal fat rich in SFA with vegetable oil rich in UFA, such as olive oil, could be a useful dietary habit to prevent obesity.
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Biochemical analyses of plasma. Plasma levels of triglyceride (TG), aspartate aminotransferase (AST), and alanine transaminase (ALT) were measured using the TG E-test (Wako Chemical, Osaka, Japan) and the transaminase CII-test (Wako Chemical), respectively. High-density lipoprotein cholesterol (HDL-chol) and low-density (LDL-chol) and very low-density lipoprotein-cholesterol (VLDL-chol) were assayed using HDL-C and LDL-C/VLDL-C Quantification Kit (BioVision, Milpitas, CA, USA).
Real-time quantitative polymerase chain reaction (PCR).
The tissue samples were stored at −80 °C until use. The total RNA was extracted from the tissue samples using TRI Reagent (Sigma-Aldrich, St Louis, MO) following the manufacture's instructions. The complementary DNA (cDNA) was synthesized from the total RNA (400 ng) using PrimeScript RT reagent Kit (Takara Bio, Tokyo, Japan). Gene expression was analyzed by real-time quantitative PCR using SYBR green procedure and CFX96 or CFX384 real-time PCR analysis system (BIO-RAD, Hercules, CA). The values of mRNA expressions of each gene were normalized relative to Actb as an internal control. The specific primer sequences were given in Supplementary Table S2 .
Statistical analyses. The results are presented as means ± standard error of the mean (SEM). Statistical analysis was performed using GraphPad Prism software by one-way analysis of variance (ANOVA), followed by Tukey's post hoc test or unpaired t-test according to the analysis.
